07/27/2006 13:22 612-455-3801 
Searching PAJ 



HSML, P.C. 



PAGE 21/52 

1/1 



PATENT ABSTRACTS OF JAPAN 



(1 DPublioation number : 10-304869 
(43)Dat6 of publication of application : 17.11.1998 



(SDIntCI. 




C12H 1/06 
C07H 21/00 
C12N 15/09 




(21)Application number 


: 09-117161 


(71)Applicant : 


SANKO JUNYAKU KK 


(22)Date of filing : 


07,05.1997 


(7Z)Inventor : 


USUI MrrsuGi 






HAKB CHIKAKO 








KANEJIMA TOSHlHrrO 








ASAI YOSH[YUKI 



(54) crroLYsrs of acid-fast bacteria and extraction of nucleic acid 

(5 7) Abstract: 

PROBLEM TO BE SOLVED: To decompose a lipid existing in the cell wall of acid-fast bacteria and 
lyse the cell by treating acid-fast bacteria with an en2ymatic agent having lipid-cleaving activity and 
protein-decomposition activity. . . 

SOLUTION: An acid-fast bacterium is treated with an enzymatic agent having lipid-cleaving activity 
and protein-decomposition activity. Preferably, the acid-fast bacterium is preparatorily treated with 
an enzymatic agent having protein-decomposition activity and then with an enzymatic agent having 
lipid- cleaving activity. The enzymatic agent having lipid-cleaving activity is preferably a lipase and 
the enzymatic agent having protein-decomposition activity is preferably one or more agents 
selected from trypsin, pronase, chymotrypsin, plasmin and subtilisin. 
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«iiiKtffl»-r 4 s:Wrafc-r*aEififfl<o*iiiK{^ 
w<o«iii!a}8J»:^*)H«'-»r^*«!fir* t fc a-wisi: 

[0001] 

fs- ifiia. SJ. *s«t^ mm. Jas®. ^^s^tc^^ffi 

[0002] 

^^3t6(??1S^iii*ST-{d$m*+*)-fc3S^S?-r & t 
[0003] ISKiOJfiai 2r?f * ^ tc:8i515^3S*WiC 4 -? 

[ 0 0 0 4 J ifc^lSa^Ji k' 3 ^^5S@=9:«ia)l&St- 
10 0 0 5] O<0l»Sakfl«*&*-ft:*»*='3'''^'C««e*J: 



#6f!¥l 0-3 04869 



aS2548494#> . 

[0006] ©<^fo<3i*ffi{iSa^f^K:*5V^-C54, ^ 
XitiOO%(r>x~^y-Ji^tm (DNA ^nrJiRNA ) 

■C^ y7"ot.VP7vt'=i-;U (*li«JS3!i*5 0%) Xtix^' 

1 0 0 0 7 1 wm<^as!mtfbm<r>iSMmii:. 

l!iSSm'OSH)l&*-^t^»f1-2.'lk*»-r#'5:V^/::«). ^ 
[00 10] 
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[00111 

[00121 i^m^mm^^Mmm:^'^ 2 com 

[0013] *§6BJcDmS: § 4>K:^f4:SW:V^itf . IS 
10 0 14] :*:^BJ<0«fc»a'9rflS»»4. U A— 

"Sri.. 

«8J8t. «i« fsjs. »I8, fflaa. !fei*S3i=^&w 

^fcJSao-f •& i (C J; -sX^rtcijn* ♦ 
[00161 :*:f6^C4JV^Tfil^.5IIHS#iB*SfeS.?J^ 

-•tfF imtsm m) 3 , u^i— tfAY (.jmsm 
F-AP 1 5 excuses 5 &«ffli-«>ciji*<-c^ 

0. 10. 0% (.^y^) 'O&M'^MBl'O^H* 

WS ( pH 5-9 ) 'p-om^mLticOfb , ±0Eb7tilt35 
jliij* 1 .S-fit/Bl—l 0 0 0 0 0 omtit/na. »^ b<*i: 



?#ia^l0-3O4S6 9 

1 0 omci/'iii— 1 0 0 0 o*{a/»i«^»a«'cffifflT* 

0. 1%— 10. 0% (W/V) «OKffl<^?Si£<=^S'f* 

»?R (pH5~9) «f»-C1!ii!I^L-te«0t.« l#61L/ml— 
1 OOOOOOma/rak L<«1 OO^fiL/ral— 
10 0 0 0mfiI/nlc95ftK«0B§Si;5«»»SIT«®1-4,O 

[0018] mi>imizii. IBLfcffiWtJJ-fBSttS-^ 

-r&ftWWCO. iBg/nl—l OOOrog/mlfjaWSw 
SaSiJMffSttSr^Offi^S'J'0 1 X« 2 ElJiT'5!M 
Wfe. lJ|lfiL/inl--l OOOOO 0*tiZ/Bl, *f*l'< 
tt 1 0 O^ia/m— 10 0 0 0*ffl/«l<0»IS<50lll«^h 

[00191 *^^<?);^S&^«m*^ti, J:faL^ca3S 
«I4*!>0. 1%— 20. 0% (W/V) <0.¥EHlOil8S<?5 

[0020] ±iHU«:9IlKffil'^flaMlfSriK»f ^Jtfe 
SgfRWJ, i,L.<Ci*f?l 0/fg/iiilA'A»2 0mg/iiil<?)j8S 

(SI^^«-^SSW0 9 7/07 2 0 7-§-) iBM 

[00221 *56BB-ev^5ttiraifc ttri*, ^-f 
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(4) 

rr^ • . nA^T-'J *>A ' V 

ri^(^) , ^^r3>'>'^T-U^A- l-7-^Ay*>A 

:3/<^;^f-y'^A • v»J-f A, "^'•^ii^^^T-U^A ' 5:^^ 

>'<^7"y^A ' /^-^p^y^-j&A. ^^f^A^^T-y 

n/^i^T-U'^A- v'Sx, i?-f u.^^^T-y^^A • 
-r^X (X^^vM) , ^-f :a.^^^r-y^A • $^j.7V'>ir 

. v.ytrr— '7^3-^<^'-ry^A • ^y^^l'^J'O— a/ 
[00231 *:%5H"t'JB^^^>nS8&«^J-»f&f42r'trD» 

VHmmmrhwn. wy^'^-- y;Kra'r>f>'y^^" 

y^'_^£^ ;;^y -t y y ^j^-^—^. V y t>;v/ y -tu 
-;uyyN'--fc'^y/<--t'^y>'^---tft5tt^f^x;^r 

[00241 *:%BJTffll'^^^^^&Mdii•WfiStt*^tP^ 

10 0 2 51 l|g«4)^»aftS:'firt^^^i:ffia^^)^Stt 
10.0% (W/V) cojKffl<?0«liSiOK^?a-vtt?fffl}S 
Ji, T ' Ebu f f e r (— «We::^3 OmMcOh y 
• 2 0mM<OEDTA) ^<7)Sg®^^4l:-M-y^A, 

igfl:?&y^>A. a^fe;;^/p£^^A. m:.^^:^-'^"^^, B> 
;UI^K-fNy'>A, N-^»>a-^;^^;^r7>'V'^^ y^> 



WUBT'l 0-304S69 



A. yys^^^y/i^, *ry wb*s. 

[ 0 0 2 7 J ±fat:^3SHJ3^:^^-f V ft^c^JSI^Jt^ 
tt, Span20, Span40, SpanSO. Sp 
an65, SpanSO. Sp a nS 5^i7)d-y/Ub' 
;l/COl&SSK:3^:5^T-;W^. Tween20, Twee 
n2l, Tween40p Tween60, Tween 
65. TweenSO, TweenSl. TweenS 

5 ^iOi^ u s^x-f- w y =1 y /t' t: ^ y r 

;^iXT-/V3H. TritonX-10 
[002S] 

[002 9]^i^Jl 

/Wt|ii|iffilC-C25fflra^«Lfe'T'^ rfA>5^7^y • Tb' 
^Ai4. 0pl<?)TE]^a[ ( 1 OmM^OEDTA. 2 
5inM<^Vy::^^*SK: pH8- 0) tcJSat. 

^e^JRal^«twl. oxio^ ceiis /Bifc^r^^^^tc: 

iraffitT«Sl^i:t^. ^c^^maitCO. 2%OTr 
itonX-100 Sr-artfPI^ffiSS-Ct^t/::! Omg/inioy^'^ 
— C^HSJ^ (^> 5:0, 5inljni. 50-C. 

6 0^J-|3Jg:JGS'ti-/!l*s 0. 5Dilt?>5MtfO:rT-£^V-f- 

A. 2 5mMd7>:;^xySW-hy^AcO?8ffllS:JPi.t6 0 

[00301 #Mcce±. yy^— tf M C3^a^ (tS) 
as(±. y/^-'-^fM c^osasm <») !S3 ^r^s^ 

[00311 itiB^Jl 

T^KUfe. ^/:r. **S5tcti. yA--t£M C^^^ 
10032] 
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^^10-3 0436 9 











MM 




5 1 


90 




8 3 


90 



[003 3] 35)56^12 

h^-te;u^-&««*aite7j<^l. 2X109 cell 

>f ;5^nf^;r-r (1 . 5ml— 2, Oiil) (.^^b. 120 
0 013116. &4Ha<?5ai'C^T±»5:l^*UT. ffii*:3r 
5 0 0^ I O5 0in.MOi/;l^=!-;^. lOmMcOEDT 
A (pH8. 0) . 2 5mM<;0MI;^-^ (pHS. 
0) <JOi|»fl»?R^^®iSL.. 5*?SSfat:::K»t/t:. Sc» 
f^. 5 0ins/inltfOiS«WT3T'r— lfT3 7X:. 6 0* 
^(D9m'S:^-=>^^^'^s 12 000016. 5^^^jSi>0 

[0 0341 Jffi^/^t:, 4 0 0/1 1^00. 2%<7)TritonX- 
100 2r^O±tatfOl|SW7«Tll!BiSL. 5 0 jt£ 1 0 1 0 0 
O^tt/niioy :J^ra7^^ V Uy<— (fh 5 0 ^ i <0 1 

o^ssa^ioo/x ijn^teo'c. soii-taoKifflSrn 

-^ft^nh. V^J-}V- 7ao;^;^A- ^VTS^UT/l/ 
(25:24: 1, V/V) 600a llini.atL 

2 0 0 OErtSTl 5^a'tLT«KS:a«J^?*Ji»* 
P^^U^I^. ^I^.y Vtclmli:07 0%^J0x^/-;l'^Sn 

i. 1 2 0 0 oiateT5»ra®^i:^tr±«^*B$f*u^o 

10 03 71 C<^7 0%^:^:^^^— ^L^J^^^®^^*^ 

«[iec^0«3t^i:*6Elit5i'*3teKti- (HITACHlU-3200 Spec 
tropbotoiKter) *«-?T . ift:^ 2 6 0 n m<?>ffi3teKS:S!l 



[003S3 ^r^WS^i:tTig^^2S0nmhiSi^ 
2 34 nm^^ffibtE^ailSU, ODaeo /ODjeo ^OJt 

[0O3 93ifc«?Wa2 

1 0 0 4 0 1 /WtiSfl&t::^ 2iiia«3IL3^J:^^ =)>^<^^-r 

X 1 OS cells /MzwrnLmmmk L>t. ^r^otefflft 

ajaXmlSr-^-fiJ^uf^^-r ( 1 . 5ml-2. Oial > *C 
^L. 12 000lnlie. 5:»^i:o5&C^Brc±fS$:Rfe* 

L^c50*>. 5 0 0 ju t cOJeSTEJ* : ^r3Z3:t^JU 

JxzmmUt (3:1:1) CSSSL. ;fC;lrf 

1 5^ra!RsSL/^* KjSS. InJO^ffiJffi 

$:JlIiJ:<m^$*^^*^. 12 000tai£. 5#ra<:0 

[ 0 0 4 1 3 <KV^T. 1 Omg/nltfO-^:#— <:*SO^"C 3 
-A^JlI;iT5 0^. 41tl3IcO«^ll4:^T-:>^. 

too42]»:{c. ixco^^Uf^^-rhV^^^ts 

fai/mmrui-^^i:inlX 3 7*C, 1 2m^<0!SM^ 

)Vn-}V (25:24:1. V/V) 6 0 0 I SbAS 
U <Si: 5 U/tif*. 1 2 0 0 OEIIfeT 1 5*ia5a>C^Bi 

[00433 600iUl CO^^ y tT/PT/m-^^* 
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!f$IIH¥ 10-304869 



7 0%ox^^y— ;P^Jin;c 1 2 0 0 0[Hl?£'C5^1gia't^ 



[0044] 













3 2 


Q. 64 


2. 03 


imn2 


1 1 


0, 97 


1. 63 



^j^^m'S&m&.mA<m-ce. 4 x i o« ceiis /nit 

HfflSLttlttaKRfc U^:. iS5«lfflJ?Sl mlSr-^^ ;5'o■f■ 
^-y ( l . 5ml — 2. 0ml) (i^U. 12 00 0II1 
^. 5^Ma»iSHl^:JmT±f9feB5^LT . ISfriSr 5 0 0 
li^lOOraMOEDTA (pH8. 0) . 50mM 

(?>hyx-)Sg£(pH8. 0 ) 5^J- 

ra^tSfeH U!t . mm. s o mg/inwiSJKuo h <; r 

s/'>"r3 7X;. 6 0^[S<!05!iai&?f-:>;t«0^,, 12 00 

10046] g&-->-C. 400^1 l<!^0. 2?i«Twee 
n-2 0S-^±te<om®)a-CSSSKL, 50j(xl<751 
0 D 0 omCt/mliOi;^'?— b*t 5 0 jM 1 0 1 iii«/'i«l<75jR 
g(Oyyf~-^5r2in;ts 4 5X:. 3 OiMSI<0«S!*rff 

[ 0 o 4 7 1 yci:: , rnmit. sf aasr^tts-** Jt*^t^ 

.^ll-ai^y ■f'bV'^-l-. 2 5mM^Oi5'X>■g^-^^';•^ 
Ac^aSJKS: 1 0 0 1 6 0*C. 6 OiJ^i^SS- 

ff->fcO^, 2. (W/V) <r)BENTONE S 
D-3?r*tji?ao^;U-6 : yr S/l^T/Pa-^V (2 
4:1, V/V) 6 0 0/ill:*a;t«U<llKt5L/j: 

ft. i2000ii«g-ei5«-®)a'C»iH»tL.>t. 
[0048] is-c^^mik. -tm (*i4?s<*)a> fcTS 

1 0 0 4 9 1 1 /l 0«K:«ai-«ft«03 

T/^:^-/^S:SDi#< JSBf Lfc^. 12 0 0 0 EIR-e 1 

'<V^y>-fc7 0%£^:3i^'>-/W 
1 mlS-ifA^l-ADi. 1 2 0.0 0 |3PET5-S-I5BS'DU-C tA 



0. IXSSCS-Sni-Tl^S-^WLjt. 
[005 1 ] ifclSEPJ3 

y • r t''>A&s8ai^ie!g*^6 . 4 x i o^ 

cells /Bl*CSWeLtt«««tUfc. i<n*fttt«3Sli>l 

^Tj'.f j-n-f-A— ( 1 - 5ia!--2. 0inj>k:^L-. 1 
OO-CTl 0^)-|a^L.^«^>> 4 0jwg<^Ta-r^'it- 
— ;«.Kt0. 5%<»twxa 2 0. At^^y^^ V?-XSr4D 

[00531 m^-^x . 6 ccf 2 ojd-jscom'Bmm^ 

n'^t:<f>*>. -Pa^J-iV- ^^aois/kJ^ • VT^ii'T 
(25:24: 1 , V/V) 6 0 0 At 1 Srjni. 
atU<ffiek-5L/S^, 1 20 0 0EIIET1 S^HaSE'CrW- 

[00541 600j«1 V7"u\ifl'Tfl'^—)\<i 
MtX< m.^^Lfz^, 12 0 0 0 EteT 1 5 i5MgliS'C> L 

7o%ox:j^/— /I'^tni.i 20 ooEners^i'iaa'C* 
ixssci£:iDl-CSK*»»U't. ::<^m&ai fS« 

100551 
[S3] 
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0. 64 


2. 01 




2 1 


0.9 7 
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[00561 ?t^a!5S5:1l5fttcrav 1 1 * OiaSms^Ba^ti 
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